ABSTRACT
infections in vivo rises to ~100 hrs (10, 11) . Although pathogens can persist indefinitely in a quiescent 45 stage, these latent infections represent a threat for their host, as pathogens can also resume their fast 46 growth and produce the recrudescence of the disease in an unpredictable time during the lifetime of 47 the individual.
48
Although there is clinical evidence of the persistent condition of Leishmania infections, there are 49 scarce studies about quiescence in Leishmania. In 2015, Kloehn et al. used 
Amas
Int respectively (One way ANOVA, P= 0.0002) (Fig 1 A-C) . In L. mexicana the same sequential 87 and significant decrease in rGFP expression was observed between the same life stages. (Fig S1) .
88
We further analyzed the flow cytometry results at single cell level. We observed that for both species,
89
Ama Axe constitute a more heterogeneous population than promastigotes, as evidenced by the thickness 90 of the rGFP expression histogram (Fig 1 B) . The deeply downregulated levels of rGFP expression in amastigotes indicated that amastigotes are in We evaluated the kinetics and reversibility of quiescence by the quantification of rGFP expression.
135
The arrested or slowly growing population should be able to revert to its faster rate of growth once 2.2 (mean ± SD), 38.9 ± 1.0, 18.7 ± 0.6 and 13.5 ± 0.9 % on day 1, day 2, day 3 and day 4 respectively 144 (One way ANOVA P=0.003) (Fig 4A) . We also evaluated the reversibility of rGFP expression when proliferative promastigotes, in which the dye becomes not detectable on day 6 (Fig 5 A-B) . In for the CellTracker Deep Red were never detected ( Fig 5C) . In order to confirm that the amastigotes in L. braziliensis and L. mexicana respectively (Fig 5 D) . In order to confirm that the negligible transcription is constitutive or amastigote-specific should be developed as positive control.
271
We showed that L. braziliensis and L. mexicana strains produce a heterogeneous population of 272 quiescent amastigotes that are characterized by a decreased rate of proliferation and a lower capacity will be used for logarithmic and stationary promastigotes, respectively.
296
In order to obtain axenic amastigotes, promastigotes (1.0 x10 6 parasites/mL) were maintained in 297 complete M199. On the fourth day, 1 mL of promastigotes was centrifuged (1500 g) and the pellet 298 was re-suspended in 5 mL of complete M199 at pH 5.5 and incubated at 34 ºC. 
356
The feet of animals were collected and minced with scissors. The pieces were placed in 1.0 ml of 357 complete M199 containing 200 µg/ml of Liberase TL (Roche) and incubated at 34 °C for 30 min.
358
Subsequently, the samples were filtered with a 70 m cell strainer and washed with 10 ml of PBS.
359
After centrifugation (1500 g) the pellets were resuspended in 1 mL of complete M199 and aliquot 360 was placed in a 96 well Glass bottom microplates. 
